An antiserum against the extract of equine allantoamniotic membrane was absorbed with the colt liver extract. This antiserum gave four precipitations in immunoelectrophoresis with extract of allantoamnion as the antigen. The four precipitates exhibited electrophoretic mobility of prealbumin area and were termed antigens A, B, C and D. The antiserum also reacted with amniotic fluid, whereas no precipitin band was visible when pregnant mare serum (days 120-270) was tested against absorbed antiserum.
An antiserum against the extract of equine allantoamniotic membrane was absorbed with the colt liver extract. This antiserum gave four precipitations in immunoelectrophoresis with extract of allantoamnion as the antigen. The four precipitates exhibited electrophoretic mobility of prealbumin area and were termed antigens A, B, C and D. The antiserum also reacted with amniotic fluid, whereas no precipitin band was visible when pregnant mare serum (days 120-270) was tested against absorbed antiserum. Each of the equine fetal membrane is a highly specialized organ and produces a variety of biologically active compounds. The pregnancy specific protein of the horse, pregnant mare serum gonadotropin (PM SG), was discovered by Cole and Hart [2] . More recently, Gidley-Baried et al. [5] have detected a new pregnancy protein in pregnant mare serum. We investigated a few proteins, which have been detected in extract of equine allantoamnionic mem brane by means of immunoelectrophoresis and immunodiffusion techniques. The pre sent study describes the immunochemical detection and partial characterization of the proteins, which are considered to be synthesized in allantoamnionic membranes, by using antibodies against the proteins. Polyacrylamide gel electrophoresis under nondenaturing conditions. The electrophoresis was carried out as described by Ornstain [9] and Davis [3] . The gel was stained with Coomassie brilliant blue R-250/0.05% in 10% acetic acid-45% methanol. Protein estimation. The colorimetric method of Lowry et al. [7] was used to determine total protein content using bovine serum albumin as a standard.
Results

Five rabbits
were immunized against the soluble antigens of allantoamniotic mem branes of post parturition and antibodies were detected first in its seventh week after the first injection in all animals. The antisera were analyzed by immunodiffusion and immunoelectrophoresis before and after absorption by colt liver extracts. Unabsorbed antisera produced numerous precipitin arcs with the soluble extracts of liver and kidney in immunodiffusion tests. However, absorbed antiserum produced Immunoelectrophoresis indicated that antigens A, B, C and D were distinct species of proteins (Fig. 1) . Absorbed antisera also formed precipitation lines with amniotic fluid, which could not be detected with pregnant mare serum (Days 120-270).
Chromatography of the extracts of allan toamnion on DEAF-cellulose resulted in partial separation of A, B, C and D antigens (Fig. 2) . The elution profile of allanto amniotic proteins from a Sephadex G-200 column is shown in Fig. 3 . The result of isoelectric focusing performed in the pH range between 2.5 and 4.0 is shown in Fig. 4 . The molecular weights, estimated by SDS-polyacrylamide gel electrophoresis, were about 50,000 for antigen A (Fig. 5-a) and about 21,500 for antigen B and C (Fig. 5-b Several proteins of non-maternal serum origin have been known for the human amniotic fluid and recent reports [4, 11, 13] have indicated the synthesis of secretory proteins by the fetus. The immuno-affinity chromatography that removed vast majority of the nonspecific serum proteins from amniotic fluid with anti-human serum antibody linked to a solid matrix, was intro duced for the detection of proteins in amniotic fluid that were not derived from maternal serum [12] . Bovine amniotic fluid has been shown to contain a protein that is likely to be of amniotic origin [8] . 
